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(54)Title: CELLS FOR MEASURING ABILITY TO PROMOTE TRANSCRIPTION 



(57) Abstract 

Cells with the expression of a gene encoding a ligand-responsive transcriptional regulatory factor and having the following genes (a) 
and (b) transferred into the chromosomes thereof: (a) a reporter gene ligated to the downstream of the recognition sequence of the above 
ligand-responsive transcriptional regulatory factor and the base sequence required in the initiation of the transcription; and (b) another 
reporter gene encoding a protein distinguishable from the protein encoded by the above reporter gene and ligated to the downstream of a 
promoter the transcriptional activity of which is not altered when coming into contact with the ligand of the above ligand-responsive 
transcriptional regulatory factor; etc. Thus, the activity of a test substance on the ability to promote the transcription of the ligand-responsive 
transcriptional regulatory factor can be conveniently and accurately measured. 
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2) Kn#— ^Vuir^^— it^T-^?Et, J^T<£> (a) *5«J:tf 
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(b) (DmB^m^m^mA^nx^^m^ 

(b) mm^#~?~-mte^(D=i- vr^^^^nhv^x^m^^^^ 

i4 j&s 3£ft L # v ^ p TSIS * lit i/^-^ — mfcj- % 

3) T !)/W^ Kn^7-^^i/ir^°^— j&te^SrS^U J^T<7> (a) *3j:t* 
(b) ©Jta^^Jfefe^^^A^tLT^SJHBia : 

4) 7UW Ko*- ^Wr^ — jftte : P:i3«fctJ ? Arntitte^5:38^U fi* 
T^O (a) *5j;U< (b) (7)3tfs^^^ft:(-#A^Hr^5« : 

( a ) ry /w>-y ko ^ ut^- oi^iiiia^ij^^^^^^^ 

IC£ =>- K U Buffi y #V KJE^Hte^IHgiSH^tf) y K<Oggtts^«t 9 

fctfx^fiiPll) > 2) , 3) £/ci3:4) (DV^-r^^-ffiiiCOM^ffi, 

6 ) y #>- K^ttfe^»H^^^(Sittgl-^S«c^H<7>T h 

(1) SMi) x 2) , 3) £fctt4) ^v^tbd^c|S«<7>3NBfla^tt^K 
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O) tm (2) -ciitR^tvfci^^— ^— j&te^-<Dmmm:(Dm7EmK mm 

(1) ntpsi) , 2) , 3) ^fe«4) (D^-r^^^fs«c^>«^, i£y# 

(2) y K©tftfe(c:j:^^ffity«L^v^D^-^-OTI(ig 

( 3 ) ig ( 2 ) -ei^^fc * — m^(Dm^M<Dm\mmK mm 

8) BtT^l> 2, 3 ^fc{i4(7)V^^^-lB«c<^«^Wi-5a'J^ d r^ 



WO 00/40720 PCT/JP00/00010 

5 

Ya-XREx5<^tffi££:^i~l2]"C£>5o lucfisfc^/Wl'i^* 7 — tfiUS^^ Amp r »i 
^ — <E>gSSfcffiyiJ a* * >t* A i£ 5 oig^ $ 5 J^Sia^'J & , Ya-promoter 



teT" n ^ / ^ Kfc ^tf) v-tr — %lZZtbt-f% gn*9 -fo^ > Hr 7" * — ^ 

$ tLfcfflMSfc' Ml- -5 - £ Id «fc 9 lit § r t dSTf So 
Hepalclc7^fflfla N 7 -y h S5|5H4IIE^a [Vvf , American Type Culture 
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Collection (ATCC) fa b A^Tfg] & ^&*>ff5 ' t tfX% 6 0 

5itte J f-e*>oT*>«fcV\, ilHE^tt, ^©Il^lfe^ K>ATG£>±flft(c:, Kozak 
©3 ^-tr^^lfi^lj (Nucleic Acids Res., 12, 857-872 (1984)) /^igft££;h/r 

— k LTfflv^tf?y * 7— V^^^z/frfc (J^T, PCR^IE-T. ) &ft?^kte 

&&Mrfmi&(0&^ y^^M^-f/^^ (RSV) ^n^— % iMb^tfn? 
^A-* (CMV) y°n^~ % v^T^^/l^ (SV40) ©Wfc L < XttSffi? 

Bij^^#A$nTtiJ:v\ 
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jjvWE- >- 7"* ~-<Z> = T ^ * -ft £\ y # V K/S^ttte^PflSH^-^lE 

5 ^mw&^rt &mfc^<Dfc^mzm*t$itzmm*mirz ? m% =>- k-t 

10 iafs^> L< fiRiffSiifK^^ctmrnt [Ah receptor nuclear • 

translocate^ Science, 252, 954-958 (1991)] itfg-7-COp]#, ^^^t Z>M$LX"&> 

iBMIS, 7 y h & 3fc<Z>H4IIE&Hfl£. t N fi3fctf)HepG2j»/ji if <ZMh U±zf? — itfe-^ 

^ — ia^-?- [GenBank Accession No. L19872, Mol. Pharmacol. 44, 911-917 (1993) ] , 
20 -^^^^jfeCQAh Uir^^—iKsT- [GenBank Accession No. M94623, 

Proc. Natl. Acad. Sci. USA, 89, 8185-8189(1992)], *fcli7S' h S^fccDAh ^^-f $ 
— ifi-fs^f- [GenBank Accession No. M94623, Nucleic Acids Res. , 22, 3038- 
3044 ( 1994) ] m If b tl5 0 

25 tfj £ i-5 y K^tt«s^i3fi|SH^^S8aE^J^^ft-S D N A , m&mtii\^& 
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4 ? iLy— if, )3 — #7^ V if , ^P7^7x = 3-/V7tfA' 

h7y77x7-f, 7VI/7J y $777^- Kf^fe if <§Er =» — K-f-SiHS^F-asfctf k 
5 ^^tpmig^^^^ K^DNASrffiiJfR^m'fbLTgWir-rSDNA^ 

r y K^^tife^tiST-^iiia^jj i«> v his h*fcm>km^mmm 

(GRE ; glucocorticoid responsive element. Nature. , 318, 635-641 (1985) ) , 
a^yk Y u ^^-^^ttfB^'J (ERE ; estrogen responsive element) , & 4 ^~%r*/y 
fS^'ftlfi^J [DRE ; Dioxin responsive element, J. Biol. Chem. , 263, 17221- 
15 17224(1988), Xenobiotic responsive element (XRE) tW^HS ^1 t t>fc-5° ] 

^-f$ — <£>fgJiId#] £ Ltll, ^- h ^ n AP4501Alit{KT-[cyplAl, J. Biol. 
Chem., 263, 17221-17224 (1988), Nucleic Acids Res., 15, 4179-4191 
(1987)], ^/V^f-^-yS- F7y^7i7~ ifYa-7-^^.^^y h iafSnF [Proc. Natl. 
20 Acad. Sci. USA, 87,3826-3830 (1990)], UDP-^/l^ n — ^ h 7 V* 7 * 7 — 

3^HJ. Biol. Chem., 271, 3952-3958 (1996) ] £T C0Ui?Lift#JE±3^Oit{5T- 

^^ir^^ia^lJt^Tia^J : 5'-(T/A)GCGTG, J. Biol. Chem., 271, 3952-3958 
(1996)) ] £ l @J^±^tfi£SIE?iJ£r;Mf 3 rttT?§5o b n y ^Jfc^tt 

^^/V(0^7"ny-^iS^<?55'_bgE^ro4eSga^J (Cell., 57, 1139-1146) 
^SrfclfSrttfS-CtSo *fc. hn^V^ia^J<7)n^-fe^^ia^J[5'- 
AGGTCAnnnTGACCTT-3'] £ 1 EWi^tf^E^Jilrfclf 5 £ t *>T# 5 0 ffi, +5> 
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rte¥ffl*6ti!^® *4ftSffi^Jj i: LTii, TATA>K y ^ «fc tttE^|ffl/to y - 
BB^J*Wi~5ifiSia^JT*>oT, #Jx.te\ ^ v 5 ^^^— fefiHH^ (tk) <z> 

^<DV ±MW$L mZ-YSis ite^W^Srl i: LT, -164§g<7)i&g~+66#g£> 
t£S^tP®*K, Proc. Natl. Acad. Sci. USA, 87, 3826-3830 (1990)) c£)^g 

-70#g(D^S- — hl20#g<7)J^SS:^tP^^c^ Eur. J. Biochem. , 159, 219-225 
(1986)) <omMffiW$&ihl-fbfoZ>o ~<D& 5^SK^iJ^W-r-5DNA(i, F'J 

K^r^-f £ LTffl^5PCR£?T5 ££fc£ffc:«fc ^POM-rs^ i^T?t5o 

A£, ^-«{ET-cDDNAt ^mUir^^ t\!L& ^lltSr S„ 

— ^ -iSfc^sr^tpmiRw^ *5 kodna ^jpgg^m^ib lt g m t-r z> d 
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•So 

T-Sr^tPD N A 3 r t -h 5o 

L N ^fhh(D ^-iHS^^feft:^A$tLT^5«^al^-r5 - £ 
#V K^t4te¥f§ipia^-^ A h — 5 ^ h * n AP450 1 

t40Hepalclc73HBjatc9fA-t-So ^tbbOVjK— ^—it^^A^ 

3g^^7^^ K&I^B#te&ALT<>J;v\, ^©i^atfffltSr^T^S 
MMUmiAB^k Ltli, #J;U;£\ v-vW-ft (T s / k#** 

— 10 T 3BaJia/ii:@6~10cin^ir — W , 5~10(v/v)%S^lk?i^Wi"5aMEMit 

jfi^&/Bv vc* 5%co 2 *5 £x$mum&&WTiz37°c^mmffl~~mummm-tz> 0 

^^A-T-So SHBJja^ODDN A^Avfei: tttt, V ^7s^Vgyj£, 
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fclf5rtiST-#5o ^-{fciftiUi, #(I;U±\ lfiiK<D!)#7=? 1 ?'l' (GIBCO-BRL 

DNA<Dfi<7)l/5~l/ / 10m>K(--r5i:av^^t)fc-5c Zf?** KDNAiL 
Tte\ CsC l^S*IiB2l't>&-C*SS8l LfcD N A£ fcte-^jh,^ IrI^OM^^D N 

SMfc<£>#& L V ^ijpgg£s}f -c &> h t » C #>$HL L T E^f b Lfc :7°^ i- K D N A &r 
ft!S^-CJ§#Sri^ttSo ^<Z)ffl, ^{-^CTlti&^'S:l~2lH]/31'7)f'J'^-CfT5o 
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^iltRi-Sr £^-e£5 0 JMfc#JJ-ti, £i\ ^LTftbtbfc^n^-- 

%mm^m^xm?Lm^. %m^mm^x^b, ^tcD—m^ g^ir-r^y 
ra~2B Lfcgu y zmmm^tf 

iyXZdK -f®ma*. M7£mm<nmmzmmmM&&vxmmmttim]tm 
tezm-t-zM-etiaz. in*icM^sii ^/K-^-i^i^- 

^^y^ — £ if (Dmi&mW.xmi£-t 6 z.hXz.X.V. 
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~10(v/v)%£ft5cfc Jshim&^-rZyigm (aMEMitift^) £l00~200 £iLj«U 

m.^mMz.mm^tz.mm. ^tMmm<D^m^mm^o. 5( v /v)%~2(v/v)%^ 

Ti-&5 X 9^^P-rSo ^i^tti^^/l^/l^;*-:^ K (DMSO) , — 

m^m^mmx$>zm&iz.tt, /Ktim X20 ^ m<D?^ -catiM® l 
^^cwj^f^o.8~i.2^t5isp^-^*>n{i\ -e^^K^nEi^it-s y #v 
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<D J£ 5 D LT, ^tfHgtfSfll&fcfO. 8—1. 2<Z)*£|gi*j-Cfc;h,H: x ^©fcftife 

israe^r , ^ <D&gk mz&rtz mn&m u * — just- <£>3§i&»<£> m^m 

m^^^mm^M-r^^m^^ x *> mmxmmm < mm-tz r^s 
^riii:/«c5o *$£wmm\MMi&&m^mxfov&w^fczxm&Lx^ 
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5 ^ttm^jris^^tust^-ett^v^ 



7 5/h©^/ADNA$:7^^hiU 5'- 
gcgctagcatggtagcgccttgtcagcc-3' (f 1) J&^&S^y^^ K 

10 jo^I^J^SId^U 5' -gcaagcttgagtactgacctagcgagag-3' (f B^H"^- 2 ) 3&»&&<5 

=r&# F^^-e— £ Lt P c R£r*T& 5 r. i: in £ "9 , 7 s> Y<o? 

/^ftVS-b7^7i7 — £ Yalf =yh iifE^<7)5' ±»fc1igi$ ft M<D 7" 
n*— ^— ($5^1 1 <fc LT, -l64#Ba»b+53#B*-C©*6£a>b 

#£>^Sfc) (Proc. Natl. Acad. Sci. USA, 87, 3826-3830 (1990)) ^tfD 
15 NA£*ii}!SLi*L£^ n — 'Lfeo ^ =■ ^^^tbfcBUffiDNA?:, l^tf? 

~-?—Zf?^^ KpGV-P Og#-Y ^thflkTB ; *^^>7x7- m&BttS 
tfo ) ©HindIIlSlMa:^NheI«FPfifc^<75Kt^#AbT, KpGV-Ya£r#fc 0 

20 ^"^rv'^^^gd^J : Proc. Natl. Acad. Sci. USA, 87, 3826~3830 (1990)) £ 

]) =f 5? ^ l^^-^ FA ; 5' -ctcaggcatgttgcgtgcatccctgaggccagccgagct-3' (IE 

^-U rf^^ l/^KB ; 5' -cggctggcctcagggatgcacgcaacatgcctgagagct-3' (IB 
25 ^#-^4) 

7£v>-C\ ftfrffl^ y ^ ^ u^-^ K A £ B (7)^rtt^tb(-T47K Uah^- 

— ^^f^ffl$-^T5'^^ y ^mt\^it.m.s r--y ^LT2#go>NA£ ufc 0 

fto Tf|2*iD N A^ 5 O y i-iilS $ ilt ^ 5 D N A (J^T> XRExS^fE 



WO 00/40720 PCT/JPOO/00010 

16 

"To ) $r#fco IDNA XREx5£ x BuffiL/c^^ 5 FpGV-Ya<7>SacI*50&Sfr&Mii^ 

JvCfcS U^-^-itfE^W^^^ 5 K P GV-Ya-XREx5 ( V #V KJEE^ 
ttUJK-^— ja^^W^^^ 5 K : HI 1 ) £#fc 0 



fEK I 

Hepalclc7jNWI& (ATCC^^bA^) 3r5 X 10 s jjfflfeT^tfe^iS&lOcmV-Y — H: 

10 oMEMJ§ifi{c:4 ; ^iliLfllSri0(v/v)%i:/^5«J: ? i'i^jn Lfcifite (EAT, 

10%lk?t-g-WaMEMi#lfe^ffi-r o ) «K 37°C, 5% C0 2 #^Ti-— l&t&li Lfc 0 
ifc^ifetfJl-Ssv'^-ai, J^T<£>*W«:£T37 0 C N 5% C0 2 ##T"C2&teLfc„ 
— »M 1 Xm^nt^^^ % KpGV-Ya-XREx5 ( V tf^ Fj^tt^ 

15 LTfflV^S^^ FpRL- 

ft u ^ #-<m ^wt£ (r ^ / ^ y = ^ f*^ * f 7 ^ ^ * 7 — £) itfe^ 

KpRc/RSV (INVITROGENtfcSQ S:HindIII"e?N^ U/c D £*b 
?j3 3|S<0^b$ix^7^5 F\ BamHI^k$tufcpGV-Ya-XREx5 2.8 

20 /ig % BamHIf^L^nfcpRL-TK 2. 8/2 ^t/Hindlllf^b^ttfcpRc/RSV 0. 5 /z g i: . 

aMEMt§Jffi300/z lSrM^L (jg-^ifcA) , — U^7i^y (GIBCO-BRL 
tfcjK) 36^ aMEMi#J&300//l£rM^L (^^B) % ^rtb^H^T'30^ 

ffiCOj; 9 {3.— Sfeit^$tLfcHeapalclc7«^r aMEMJ#ifi-?l|HieSfci£Lfc^ £ 
25 tv^mjfaco^^fg (A + B) {^1$ b{-5. 4 ml^aMEMiaitil^in^LH-a-Lfc^^ 

Sfe&PU 5Bf^if*Lfc 0 l#i&^10%ik?i^WaMEMltilii(-^L, $ 

biz— Bfci#*L/c 0 MV^T, »£v^-l^bSiJ/^LT[E]i|XU HHK $ ftfcifiH 
J}S^10%lk^^"aMEMJti|ll(-^LT^ft^l00inl £: U #bttfc»»JW 

^96^^/^^— M-ioo/x l/V ^JW&l&XMMl^t'o ^(Dy°u— qfejg 
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m^ti'ik, geneticin (J£*T\ G418<tfBl- 0 ) Sri. 6 mg/ml<D^&b fc3 <£ 0 

io%tkm^aMEMmmzmm£ j £fc.mi&%. looni/^^/^m^-x-muL.tc 

(G4l8MS800^g/ml) 0 $ h (^OTifll^ttT, Fffk 800m 
g /ml(7)G418^tPlO%lfiL?^^raMEMi#itili-, 10/il<£>f <I£--C3d& Lfc 0 
O^fimoO/xl/?^/^ Lfc 0 33ir^f^{- % ^n-— 7?0/&;^£#^;h,fc^7^/^ 
/^;»£i«J;^L^:IR|lKL (192^^/1^) , (Ui|X $tT,fc«Sr3^S'] LT-^tt^r' 

7VF^ (^Tx 3-MC^ffi-r o ) ^3-MCcD^-M^IOmM^^SJ: 9(^PX.T, 

h^^^^yl/^^ltltil^^t, PBS(-) (ll"t>, IfttH 1 )^: 8000 mg, 
y ^i*: 200 mg, y tK*^" h V V J* (MA) : 1150 mg % y 

Tk^hy^^ 08£7k) : 200 mg, 0 7KM^±HS^) "C2Ih1^ \^tzM. 

9 6 P F -A- KttiS) l£ir yhU ty* v 5 - ^323WI£ 11*5 J; tJ^>— ^> 

1 -fogffi]^L-CiI^^7t*^I'J^LfCo 3-MC^Pi^J:S^^/Wl->^^ 

^— ifit^T- (y K^ttu^-^-ite^) <7>^fi<7)ie^<©ia5v^*> 

&mAstdo Zblz. r © «t 5 H U TS^iifc 4 ^ p - y (rov >t , huIEI^gd^b 



Ml#J3 ^f^M^M II 
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Hepalclc7« (ATCC) <D\ X lO^^^lOcmi/^r- , %W\ 2 t [W| 
^10%lf[L?#^aMEMitil!l^ 37°Ci^T, 5%€0 2 #^T-^* bfc Q * 

KpRL-TK OfcftM' ^*tfclR^) SrBamHI-emfl; U ^tv/fi/yBt (T 5 / ^ 
y 3 v/K^h7^7*7 -if) £^^^7 * 5 KpRc/RSV 
(INVITROGENtfcK) SrHindlimmfc Lfc Q &V^\ r*b£> 3 S^^-fb^nfe^ 
h\ i~**?*>x BamHim{k^tLfepGV-Ya-XREx5 5.6// g> BamHI^tfb^frfc 
pRL-TK 5. 6 u g*5 «fc tJHindl I I^fb $ HfcpRc/RSV l//gi:aME MigJffi600 1 £M 
-^L (M^f^C) . — Jj. V^y^^^-> (GIBCO-BRLtfcK) 72 n It aMEMi# 

jtiieoo/ii^M^b c/i^d) , ^H^n^-t?3o^TOebfc^, m&mct 

HeapalclcT^^raMEMi^J&TniHl^Lr^m, ^ ^{tuffiCD^^ (C + 
D) }'^b(-10.8 mlOaMEMm^^n^^bfc^^fi^^PL, 5B#fMHt 
tLfco ftV^, ig^£lO%ik?f^aMEMifi&S;i35l&U £ b {112 0 fBUf4£ L 

h 5^100 /x l/!>x;WiiJ^tiS Lfc 0 £ tfxTV- h Sr-BfeJt* LfcfJK 
G418^rlO%lk'?t-aWaMEM^3. 2 mg/ml(30jt^ i: ft 5 «fc 9 l^ffi £-#fc:JgifiS: 
I00n l/^^/KDSiJ^-e^iPL/c (G418M^L6 mg/ml) 0 

*-<£>R!K 800/zg/ral<Z)G418^-^tflO%lf[L»-^WaMEM(c:, l[H/4~50^ 

(DfiJ^T^^bfco i§«&<z>^Sli200/zi/^3i/V'i: bfeo i#*i5 H if 

l&L (38417 */^» , |H|lR$*Lfc^^3^JLT^tL^nBiJ^^-hJ-«« 

U £ bt-10FfP&«L7c o lfl^^ M-teDMS0<7>^£«n L 

, 2#@(D7 B U— ht31t*DMS0{c:^$*fc3-MCSr^aif£2/xMi:'5(;5 «fc 5 1- 
*q^T, ^th'etl—m.mm^mi-ft^o ft> DMS0£fcfi3-MC<DDMS0^te, ^s-^ 
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•*»Lfc&, ^JV&t^m\n^hti:% ?->vzf\s~- h2tfcK:J8« 

U G418^r800/zg/ml^tfl0%lfn.^^'Q : MEM4 , ^ri^*^^fc o ^<Z)^, 0 

{^——lsy^—**—#M #3903) J»«3<Z>— Ofi^ljfjfc 48^x7^7° W- h 

PBS(-)-C20*3^£ifei£L;fc|g, 5^-%fRLfd»^?^^15M l/^^^-f 
o^n^T^-e^lHfTOebT«^^$^ »fc&ttV^£#fc 0 #^ttfc 
tttfii&A t> :7V— iiiflltl^^x^^H#/K/^^-LB9 
6 P (^/v h KtfcJK) t'ir -/ h L , ^383feKISI n^iU 5 ^ 

iS—ftft&m (f y*^— ^aT/U^y K M^^^lilx) ££-*50/z 1 

7zc^~- 1?<Dm&l)mfiXi&< , <7 5 W ^/^7i7- ifitfc^>§A£*u 
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ibs v — ^W*ffl)&£lf£^fc9ixi0 6 l@£&5 X ?iS@10cm>'-\- — i/lzW 

10%ifiL?f-aWo : MEMi:fitil4 J (-'C— Bfe^«bfc 0 — Jy. ^ * ^ KpRL-TKS: 
BamHI-emibU KpUC-BSD mWUM^mM ; zf?* h^-fi/V 

S (EIT, BSD^IE-r o ) M&Mfctttt-i-Zo ) S:EcoRl^<bL^„ r*Ltb 

W2«^»^{t$ttfc^ B ^^5; F\ -tt£fr-b, BainHIJ^k^tbfcpRL-TK 2/zg*5,fcT* 
EcoRir^it^^fcpUC-BSD 0. 5 /x g£ a MEMi§J&300/z lSrig^L (iB-g*?SE) > 
— ^ Vi$Z7^ 9*7-1/ (GIBC0-BRLf±®D 36 /i 1 1 a M E Migit!j300 /z 1 &r*g"^ b 

LT^-e^l5^TOMUfc 0 _tffi<7> BfeJ§3l$n/tHeapalclc7»l 

JiaS:aMEMi§«fi-ClIlli5fe^L^, - Jh^jWIE^il-Slfc (E + F) {d$B{-a 
MEMMJ4.4 ml£flP;iM^bfd&£»U 60#^i#*bfci o Hkl^ 
^H^tb^^SlOOlSI^Wi/ml^^^i/y V^.t^lOO// g/ml^ h 1^:7° i/ 
^^^■£?10%ife^^Q : MEMi#ife (£*T\ P-Slf[L'?t^-WaMEMi^it!l^fB-r o ) 

^«^P-Sik?f^^-aMEMt§i&CT^bT^ft^l00ml^ L, # fe ftifcflWIS 

l— h BfeJt^ Lfc&, i&i&Srl&t^ BSD&16 ji g/ml x G418 £800 // g/ml £ 5 
«t 5 tO^?£*fcl0%lk?i^^aMEMitife£, 200i/ l/^/l^fiJ-^T^^A' 
&d»]U 4 0^~5B^^ltHl<7)#J^^^^^T^^^^lt*^^/to ^J2 

b , mi|X £ £ 3#SRI bt, ^:©H2o fii 7 ^ 7 — ^ffl * 
i##ffl96^7^/^l/— h ( = — =;/^ = — tt£4 #3903) id, — 

i^i'An^T, ^n^nmm^mm^m^tc 0 3#b<*>:tv-m*^;**- 

:7V — b £ bT^<D££J##£:$ctt7e: 0 DMS0*^«3-MC^r» LfcT'V— KO^- 
Vx.A'7b*b&i&&f&%. PBS(-)T2[E]?^£^b7~f£ N 5^3HEKb*:&ffl/l£^ 
«c&:15m l/^^/^nxLT^^lBt^^i^EbTlffl^^^^-fr, mi&ttam 

w&&it 0 nhfotz.mMk&wix'onzfu— bm*mm&'M.&W)4 >t?=.tr 
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M kz. <£ -5 * * /Wl^> 7 * 7 — if itteT- ( V 13 'V K/£4£t£ I^tK— * — iHS^-) <D3§ 

t5^n- >-c£>«£:#f ij LTli L , 7x7 — if T s> ir-f Srffv \ 

pfij^v^^ ^ -if J:S^83tft^>ay^** s prlEi! mtffl&cn&fa&m L7c 1 * 



H»J4 l/^-^-T5/ir^^*5lt5^B^«CDCT (^c£> 1 ) 

x/W|j^t'I^ , — L/Co 2, 3, 7, 8-7" F^pp v>-< W- p - 

is> (£HT, TCDDirfS-To ) g/miy (Bim-fb^ttaSl) ^rDMS0-e# 

? — LB96P /!✓ K*±®0 (cirs/hU 
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1 



TCDDif^S 
(pg/ml) 


(pGV-Ya-XREx5&5fc) 


(pRL-TK|£5fc) 


(xlO 4 ) 




(xlO 6 ) 


ttm 


0 


0. 486 


1.0 


1. 17 


1. 0 


0. 02 


0.517 


1. 1 


1. 15 


1. 0 


0. 2 


0. 532 


1. 1 


1. 10 


0. 9 


2 


0. 873 


1. 8 


1. 08 


0. 9 


20 


3. 14 


6. 5 


0. 894 


0. 8 


200 


4. 46 


9. 2 


0. 783 


0. 7 


2000 


4. 17 


8. 6 


0. 691 


0. 6 


20000 


4. 49 


9. 2 


0. 728 


0. 6 



mMM3iZ.xmik^t^ n — :/£r N 96^7 ^^^l/— H-5,000« / 100/xll# 

v Mb-a-^ t 5 ^ ^ ^ y*^ & , ti^nmso \z.mm £ %h tit- mm & ^ 

10 mi&^^it&WKDmMlMfrl. 10, 10 2 % 10\ 10\ ^fc^5X10 4 rMbftZ 

0. 25 (v/v)%£ (-flM l-Xmto L7c 0 ^#J»CO^)6H#P H 1fI(311#i|tl^l^ 

§\ y-;n/i^PBS(-) ^20^-1^^ 5{£#^Lfcm^?^£l5/i l/^^/^P 
x., M-rr^iBt^® LT#^^7c«ttttS^A 9 w- h ^-80°c-e^^# 

—71- RldtM) (ziir 5/ h t, fc° y # v 5 — n & «fc t*i/—^:/ t?—383fef*Ig 

(ty*^7a7^*;h, M&J^tittft) £#*50/x 



WO 00/40720 



PCT/JPOO/00010 



23 



2 



(nM) 


(pGV-Ya-XREx5 


mm 


(pRL-TK^5(5) 


(xlO 2 ) 


itm 


(xlO 4 ) 




0 


2. 87 


1. 0 


3. 95 


1. 0 


1 


3. 71 


1. 3 


3. 89 


1. 0 


10 


3. 54 


1. 2 


3. 85 


1. 0 


100 


3. 39 


1. 2 


3. 40 


0. 9 


1000 


3.22 


1. 1 


3. 24 


0. 8 


10000 


3.53 


1. 2 


3. 97 


1. 0 


50000 


3. 73 


1. 3 


4. 24 


1. 1 




A^r [ a ] f uy 

(nM) 


(pGV-Ya-XREx5 


Sit 

mm 


(PRL-TK&35) 


(xlO 3 ) 




(xlO 4 ) 


ttm 


0 


0. 251 


1. 0 


2. 94 


1. 0 


I 


0.414 


1. 7 


2. 65 


0. 9 


10 


0. 928 


3. 7 


2. 76 


0. 9 


100 


1.72 


6. 9 


2. 44 


0. 8 


1000 


3. 12 


12 


2. 56 


0. 9 


10000 


4. 54 


18 


2. 44 


0. 8 


50000 


5. 76 


23 


2. 21 


0. 8 



WO 00/40720 



PCT/JPOO/00010 



24 



4 



3-MC 






^5tft 




( P GV-Ya-XREx5S5f5) 


(pRL-TKS^) 




(nM) 


SUM 










(xlO 3 ) 




(xlO 4 ) 




0 


0. 374 


1.0 


4. 81 


1. 0 


1 


1. 17 


3. 1 


4. 48 


0.9 


10 


2. 19 


5.9 


4. 62 


1.0 


100 


3.83 


10 


4. 33 


0.9 


1000 


4. 89 


13 


4. 17 


0.9 


10000 


8. 52 


23 


4. 03 


0.8 


50000 


8. 68 


23 


4. 10 


0. 9 



5 
10 

SEQ ID NO: 1 

Designed oligonucleotide primer for PCR 

15 

SEQ ID NO: 2 

Designed oligonucleotide primer for PCR 
SEQ ID NO: 3 

20 Designed oligonucleotides to synthesize DNA containing dioxin 

responsive element 
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SEQ ID NO: 4 

Designed oligonucleotides to synthesize DNA containing dioxin 
responsive element 
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m * <d <& m 

as^t* (b) (DmBwvk^m^m^t^x^^mm ■ 
( a ) guts y #v Fmmkm^mfflm^mmmm tm^m^^^m.mm 

*3-ku Bute y #v KjEE^ts^wffiH^w y # v wmkiz x r> mw-m^ 

2. ry w Kn*-#vi/t^"ie-?mu WT© (a) *3«tO« 

(b) ^5t^T-^^fe^(-^A$ttT^5« : 
(a) 7U/W Kn*- ^VUHrT"^ — <^B»#J£te^ffiltel-i&S&*££ 

= — k b. Mfs y K^«^pifiHT-(D y -nis y<r>®tk\z. «t t> te^J&t* 

3. 7U W Kn^-Jlfyi/t^-a^SrMt, £*T<?> (a) :j3«£U< 
(b) (7)it^^fe^{-^A^nT^^)» : 

( a ) T y /WN>f Kn* — tJ?> Ui? ^ — Ol&ffjgB^J £ Is^TOiCi&^&l&K 

etu £ <d rm^mm <* *vr & s i^k— * - just- . 

Srn— Kb, y^^^&ft&teJ: •3te^ett^{kb*V>7 p o ; E— ^— <^T 
Sic l-SBBc $tit^5^-^ — Jft^o 

tco (a) *5it^ (b) (Dmfc^fcUk&mzmAZftxte&mm •. 

(a) TV A"^4 K n # — tf? >" U-fc 7"* — <7>f«@a?lJ t (g^BSi&fci&lSfcJfig 

(b) Suffix ^— itfS^O=i— Kt5^y/^StWITO^^^I 
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& = — k u fitrts y Ffc^vtm^-mwim^cD y h'o&mtx v *g^®tt 

(1) IS^JSl, 2, 3*fe{i4WV>-rn^l3l{CfBm»«^»W^ 

(2) y#v K^ttlJ:J:9«R^i4*s|g^L/jiV^n*— ^— <^T«ttigS3l6 

o) ig (2) -eii^snfc^^-^— Jt^^mft^si^fis^x BtriEtt* 
\z s mssmontmn y v^mKmmwm^mwi&mm^n^xr 

( i ) f»3fcii 1,2,3 *fcti4 cov^-rn^^ i JSf-t2«6<£>«^ y K 

sixths ^-it^T-^mfi^ay^iti-s^^T, y #v Kjs^ttte^ 

(3) is (2) -cisiR^tLfeu^-^— js^«)i8^so5a!i^*s, miffiy 
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n 



<110> Sumitomo Chemical Co. Ltd. 
5 <120> 
<130> 

<150> JP 11/002807 
10 <151> 1999-01-08 

<160> 4 

<210> 1 
15 <211> 28 

<212> DNA 

<213> Artificial Sequence 
<220> 

20 <223> Designed oligonucleotide primer for PCR 

<400> 1 

gcgctagcat ggtagcgcct tgtcagcc 28 

25 <210> 2 

<211> 28 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Designed oligonucleotide primer for PCR 
<400> 2 

gcaagcttga gtactgacct agcgagag 28 

<210> 3 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotides to synthesize DNA containing dioxin 
responsive element 

<400> 3 

ctcaggcatg ttgcgtgcat ccctgaggcc agccgagdt 39 

<210> 4 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Designed oligonucleotides to synthesize DNA containing dioxin 
responsive element 



<400> 4 

cggctggcct cagggatgca cgcaacatgc ctgagagct 39 
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